L6 ANSWER 8 OF 14 CA COPYRIGHT 2003 ACS 
AN 122:128128 CA 

TI Dry test reagent for blood coagulation time determination 

IN Nakagawa, Mari; Kunai, Kenji 

PA Tokuyama Soda Kk, Japan 

SO Jpn. Kokai Tokkyo Koho, 7 pp. 

CODEN: JKXXAF 
DT Patent 
LA Japanese 
FAN.CNT 1 

PATENT NO. KIND DATE APPLICATION NO. DATE 



PI JP 06337267 A2 19941206 JP 1994-39794 19940310 

JP 3095608 B2 20001010 

PRAI JP 1993-71888 A 19930330 

AB The dry test reagent comprises tissue thromboplastin, calcium 

salt (CaC12, etc.), bovine blood plasma, magnetic particles of Fe304, 

saccharide (glucose, etc.), surfactant (polyoxyethylenesorbitan 

monooleate, etc.), amino acid (glutamic acid, etc.), amino acid 

salt (sodium glutamate, etc.), protein (albumin, etc.), and 

poly-alc. (PEG 6000, etc.). The additives are used for increasing soly. 

of the dry test reagent. 
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* NOTICES * 

Japan Patent Office is not responsible for any 
damages caused by the use of this translation. 

1. This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2. **** shows the word which can not be translated. 
3. In the drawings, any words are not translated. 



EXAMPLE 



[Example] 

Example 1 Manufacture of the repeatability TT dryness reagent of TT dryness reagent containing an 
additive was performed as follows. Compound factor T KOKUSAI [International Reagents Corp. which 
is a commercial TT reagent; when preparing] containing a bovine brain origin tissue thromboplastin, 
cow adsorption plasma, and a calcium lactate according to an operation manual and considering as 
solution, the glucose solution prepared so that it might replace with water and the last concentration of a^ 
glucose might become 1 % of the ja^ieht was added. Furthermore, 30Fe4 particle (rare metallic 
company make) was added so that it might become the last concentration of 5mg/ml, the last solution 
for TT dryness reagents was created, and shaking stirring was improved. It poured distributively every 
[ 20micro / 1 ] to the reaction slide which shows this last solution to drawing 1 , and with the -40-degree 
C freezer, it froze and freeze-dried continuously. Freeze drying was performed by the method of raising 
temperature from -30 degrees C linearly to 20 degrees C by the vacua in 7 hours. 
[0042] Measurement of TT using TT dryness reagent was performed as follows. After preparing the site 
roll I (normal model plasma, the Dido Baxter make) used as a sample as it was directed in the handling 
document, it diluted the Owren veronal buffer (sigma company m^e) to equivalence, in addition 1/2 
concentration, and used 25microper TT dryness reagent 1 for measurement. TT dryness reagent saved at 
4 degrees C after freeze drying was left until it became a room temperature in the desiccator, and it 
measured twice the coagulation time described below using CGOl [A&T Sale]. If movement of the 
magnetic particle after sample addition is measured as change of the scattered light, the intensity of this 
signal will become small rapidly according to the increase in the viscosity accompanying solidification. 
From immediately after sample addition, point of inflection where the attenuation speed of this signal 
intensity serves as the maximum was made into the congealing point, as shown in drawing 3 , after 
adding the sample, even this congealing point was made into the coagulation time, and the result was 
shown in Table 1. Moreover, signal on-the-strength maximum was also shown in Table 1. If the 
solubility of TT dryness reagent is high, the maximum of signal intensity will become large. 
[0043] With TT dryness reagent which added the above-mentioned glucose, the repeatability at the tune 
of measuring twice is good, and Table 1 shows that it is suitable for the use to TT measurement. 
Moreover, it tums out that signal on-the-strength maximum is large, and the reagent is fiiUy dissolving. 
[0044] Example 2 By the same method as the repeatability example 1 of TT dryness reagent containing 
an additive, it replaced with glucose solution at the tune of the last solution manufacture for TT dryness 
reagents, the polyoxyethylene-sorbitan-monooleate solution which is a non-ionicity surface activity-ized 
agent was added, and TT dryness reagent was manufactured. TT measurement with produced TT 
dryness reagent as well as an example 1 was performed, and the result was shown in Table 1 . 
[0045] With TT dryness reagent which added the above-mentioned polyoxyethylene sorbitan 
monooleate, the repeatability at the time of measuring twice is good, and Table 1 shows that it is 
suitable for the use to TT measurement. Moreover, it tums out that signal on-the-strength maximum is 
large, and the reagent is fiiUy dissolving. 

[0046] Example 3 By the same method as the repeatability example 1 of TT dryness reagent containing 
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an additive, it replaced with glucose solution at the time of the last solution production for TT dryness 
reagents, sodium-glutamate soluti on was added , and TT dryness reagent was manufactured. TT 
measurement with produced 1 i Tlryness reagent as well as an example 1 was performed, and the result 
was shown in Table 1. 

[0047] With TT dryness reagent which added the above-mentionedsodim^ the repeatability 

at the time of measuring twice is good , and Table 1 shows thattt is suitable for the use to TT 
measurement. Moreover^ it tums out ffiat signal on-the-strength maximum is large, and the reagent is 
fully dissolving. 

[0048] Example 4 By the same method as the repeatability example 1 of TT dryness reagent containing 
an additive, it replaced with glucose solution at the time of the last solution production for TT dryness 
reagents, BSA solution was added, and TT dryness reagent was manufactured. TT measurement with 
produced TT dryness reagent as well as an example 1 was performed, and the result was shown in Table 
1. 

[0049] With TT dryness reagent which added the above-mentioned BSA, the repeatability at the time of 
measuring twice is good, and Table 1 shows that it is suitable for the use to TT measurement. Moreover, 
it tums out that signal on-the-strength maximum is large, and the reagent is fully dissolving. 
[0050] Example 5 By the same method as the repeatability example 1 of TT dryness reagent containing 
an additive, it replaced with glucose solution at die time of the last solution production for TT dryness 
reagents, PEG6000 (Wako Pure Chem; average molecular weight 7500) solution was added, and TT 
dryness reagent was manufactured. TT measurement with produced TT dryness reagent as well as an 
example 1 was performed, and the result was shown in Table 1 . 

[0051] With TT dryness reagent which added above PEG6000, the repeatability at the time of measuring 
twice is the best, and Table 1 shows that it is suitable for the use to TT measurement. Moreover, it tums 
out that signal on-the-strength maximum is large, and the reagent is fiilly dissolving. 
[0052] Example 1 of comparison It is the same method as the repeatability example 1 of TT dryness 
reagent which does not contain an additive, an additive was not added at all at the time of the last 
solution production for TT dryness reagents, but TT dryness reagent was manufactured. TT 
measurement with produced TT dryness reagent as well as an example 1 was performed, and the result 
was shown in Table 1. 

[0053] Table 1 shows that the repeatability at the time of measuring twice is remarkably inferior with 
TT dryness reagent which does not add the above-mentioned additive at all. Moreover, it tums out that 
signal on-the-strength maximum is very small, and a reagent is hardly dissolving. It is more difficult 
than the above result to use it for measurement of TT, when TT dryness reagent is created without using 
the additive of this invention, and it tums out that the repeatability of an usable coagulation time is 
shown in measurement of TT for the first time using an additive. 
[0054] ^ 
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[0055] Example 6 TT dryness reagent was manufactured like the example 1 as a TT activity standard 
curve additive using PEG6000. The measurement sample used Homo sapiens standard plasma 
[International Reagents Corp. and 1 10% of thrombotest activity] as the TT activity 1 1 and 22 and 55 or 
82.5% of dilution plasma with the diluent, and measured the coagulation time of each TT activity. The 
diluent used the solution containing 0.9% of sodium chlorides BSA5% and sucrose 10%. The 
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measurement result was shown in drawing 4 . 

[0056] a measurement result -- drawing 4 - like -- both - a logarithm ~ the good standard curve was 
obtained on the graph Therefore, it turns out that TT activity value is computable from a coagulation 
time by asking for a standard curve when the reagent of this invention is used, 
[0057] Example 7 TT dryness reagent was manufactured like the example 1 as a factor susceptibility- 
test additive using PEG6000, and the Xth factor susceptibility of blood coagulation was investigated. 
The measurement sample was produced using noraial plasma and the Xth factor lack plasma (JO JI king 
company) of blood coagulation. Two sorts of plasma was mixed and used so that normal plasma might 
be made into 100% of factor content and it might become the factor content 5, 10, and 20 and 50 or 75% 
by making factor lack plasma into 0% of factor content. The measurement result was shown in drawing 
5 . 

[0058] Drawing 5 shows that the reagent of this invention has sufficient susceptibility to the Xth factor 
of blood coagulation. 

[0059] Example 8 TT dryness reagent was manufactured like the example 1 as a correlation additive 
with a conventional method using PEG6000, human plasma 38 sample was used for the measurement 
sample, and correlation with a conventional method was investigated. Measurement of a conventional 
method used KG- 10 (American RUNKU) for thrombotest Owren (Eisai) according to each operation 
manual as a measuring device as a TT reagent. The measurement result was shown in drawing 6 . 
[0060] The relation of the measuring method and conventional method using TT dryness reagent for TT 
measurement of this invention could be expressed as Y=l 7.4+1 .45X from the measurement result, and 
the correlation coefficient at this time was 0.9903. Therefore, it turns out that TT measuring method 
using TT dryness reagent of this invention has the conventional TT measuring method and a very good 
correlation. 

[0061] Example 9 The cane-sugar solution prepared so that it might replace with correlation glucose 
solution with a conventional method and the last concentration might become 10% of the weight was 
used, TT dryness reagent was manufactured like the example 1, human plasma 28 sample was used for 
the measurement sample, and correlation with a conventional method was investigated. Measurement of 
a conventional method used KG- 10 (American RUNKU) for thrombotest Owren (Eisai) according to 
each operation manual as a measuring device as a TT reagent. The measurement result was shown in 
drawing 7 . 

[0062] The relation of the measuring method and conventional method using TT dryness reagent for TT 
measurement of this invention could be expressed as Y=-7.954+1.653X from the measurement result, 
and the correlation coefficient at this time was 0.9900. Therefore, it tums out that TT measuring method 
using TT dryness reagent of this invention has the conventional TT measuring method and a very good 
correlation. 



[Translation done.] 
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